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Supplemental material and methods:
Western blot and dot blot:
Adult heads were homogenized in lysis buffer (50 mM Tris [pH 8], 150 mM NaCl, 1% Triton X-100 Complete Roche protease inhibitor). Starved and leucinerefed third-instar larvae were collected and washed in cold PBS and hemolymph extracted using a glass capillary. Samples were quantified using the Lowry method and denatured in 2X Laemmli buffer with 150 mM β-mercaptoethanol. For western blots, proteins were loaded onto gradient precast gel (4%-20% mini protean TGX, Biorad) and then transferred on nitrocellulose membrane (0.2 µm, Biorad). For dot blots, proteins (in a volume of 1 or 2 µL) were adsorbed on nitrocellulose membrane dried 1 h at room temperature. The membrane was probed with 1:1000 diluted monoclonal anti-FLAG antibody (clone M2, Sigma) and then with the appropriate secondary antibody coupled to horseradish peroxidase (1:10,000 Santa Cruz Biotechnology) in TBS with 3% non-fat milk, before being revealed by ECL (ECL Prime, Amersham). Image processing and analysis were done using Chemi Doc XRS + Imaging System (Bio-Rad) and the Image Lab software.
Enzyme immunoassay (EIA) for hemolymph Dilp:
The protocol was directly adapted from Bai et al. 2012 . One µL of hemolymph was diluted in 50 µL of PBS and incubated overnight in cells of a 96-well EIA at room temperature. Following incubation, cells were cleared of hemolymph, and bound material in the plate was blocked for 2 h with EIA buffer (10 mM Na 2 HPO 4 , 3 mM NaH 2 PO 4 , 150 mM NaCl, 1 mM EDTA, 0.1% thimerosal) and 1% BSA. Blocked samples were washed three times with PBS-Tween 0.2%. Except for the blank well, samples were treated with 100 µL of anti-DILP2 or anti-DILP5 antibody (provided by P. Leopold laboratory; Geminard et al., 2009) at 1:2500 dilution, incubated 2 h at room temperature, washed three times with PBS-Tween, and treated with HRPconjugated secondary antibody (1:2500, Santa Cruz Biotechnology). In the final step, the plate was washed and treated with TMB solution (liquid substrate system for ELISA, Sigma) to provide colorimetric quantification. This reaction was stopped by 100 µL 1 M phosphoric acid, and absorbance was recorded at 450 nm using Spectrostar Nano spectrophotometer (BMG LABTECH).
Supplemental figure legends:
Supplemental Figure Hemolymph are collected from starved larvae, fed or not for 6 h with starvation medium supplemented with 20 mM leucine. DILP2 and DILP5 circulating levels are indistinguishable either between the control genotype (Dilp2>+) and when Mnd is under-expressed in IPCs (Dilp2>Mnd dsRNA ), or depending on the feeding conditions.
(B) Larval circulating levels of DILP2 and DILP5 in control (Dilp2>+) are indistinguishable when starved larvae are fed for 15 min to 2 h with starvation medium supplemented with 20 mM leucine.
